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determining avnormaHzed amouj^Kn candidate compound in the at least 
one bile canalicutu^^ihgamount of the candidate compound in the at 
least on^Mecanaliculus indicating the susceptibility of the candidate 
compound to biliary excretion. 
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13. (Once Amended) A method of screening a plurality of candidate 
compounds simultaneously in vitro for susceptibility to in vivo biliary excretion, the 
method comprising: / 

(a) providing a plurality of cultures of hepatocytes, wherein each culture of 
hepatocytes comprises at least one bile canaliculus; 

(b) exposing a diffej^nttiandidate compound within the plurality of candidate 
compouncjsio each culture within the plurality of cultures; and 

(c) determining a normalized amount of candidate compound in the at least 
efhe bile canaliculus, the amount of the candidate compound in the at 

/ least one bile canaliculus indicating the susceptibility of the candidate 
compound to biliary excretion. 






25. (Once Amended) A method of screernfig a candidate compound in vitro for 
susceptibility to in vivo biliary excretion, the method comprising the steps of: 

(a) providing a culture of hepatarcytes, the culture comprising at least one bile 
canaliculus; / 

(b) exposing a candidate compound and a pre-selected amount of a marker 
compound to^fne culture for a time sufficient to allow uptake; 

(c) washing/me culture; and 

(d) detecting an amount of marker compound present in the at least one bile 
/canaliculus in the culture to evaluate uptake and excretion competition 

/ 

/ between the candidate compound and the marker compound, the 
/ presence or the absence of a reduced amount of the marker compound 
^ as compared to the pre-selected amount of marker compound indicating 
the susceptibility of the candidate compound to biliary excretion. 
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39. (Once Amended ) A method of screening a candidate compound in vitro for 
susceptibility to in vivo biliary excretion, the method comphsjtfg^the steps of: 

(a) establishing first and second cultures of hepatocytes, each culture 
comprising at least one bile canaliculus the first culture having intact bile 
canaliculi and the second cultureXaving disrupted bile canaliculi; 

(b) exposing a candidate comD0und to the first culture and to the second 
culture for a time sufficient to allow uptake of the candidate compound; 

(c) washing and then/filing the first and second cultures; 

(d) determining ^fi<Jmjralized amount of candidate compound present in a 

lysate obtained from each culture in step (c); and 

/ 

(e) calculating a biliary clearance value by subtracting: (the normalized 
. amount of the candidate compound present in the iysate of the second 

/ 

/ culture, as measured in step (d), from the normalized amount of the 
/ candidate compound present in the lysate of the first culture, as measured 
f in step (d)) and dividing by (the time of step (b) that the candidate 
compound was exposed to the hepatocytes multiplied by an initial 
concentration of the candidate compound in a buffer medium), the 
calculated biliary clearance value indicating the susceptibility of the 
candidate compound to biliary excretion. 
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52. (Once Amended) A method of screerurfg a metabolite of a candidate 
parent compound in vitro for susceptibility toJff vivo biliary excretion, the method 
comprising the steps of: / 

(a) establishing a first^tfand second set of two cultures of hepatocytes, 
each culture coMpfrisingat least one bile canaliculus, a first culture within 
each se^ffaving intact bile canaliculi and a second culture within each set 
J)etf\ng disrupted bile canaliculi; 

-3- 





(b) exposing a candidate parent compound to the first^culture and to the 
second culture of each set for a time sufficient tc/ allow uptake of the 
candidate parent compound; 

(c) inducing Phase I, Phase II, or transport metafbolic enzyme activity, or 
combinations thereof, in the hepatocytes of trie first set of cultures; 

(d) washing and lysing the first and second cu/tures of each set; 

(e) determining a normalized amount of candidate parent compound present 
in a lysate obtained from each culture in step (d); 

(f) determining, a normalized amount of the metabolite of the candidate 
parent compound present in a lys^e obtained from each culture in step 
(d); 

(g) calculating a biliary clearance v^lue for the candidate parent compound by 
subtracting (the normalized Amount of the candidate parent compound 
present in the lysate of the4econd culture, as measured in step (e), from 
the normalized amounj^of the candidate parent compound present in the 
lysate of the first cuj|fure)t as measured in step (e)) and dividing by (the 
time of step (b) thaft the candidate parent compound was exposed to the 
hepatocytes multiplied by an initial concentration of the candidate 
compound ir/ a buffer medium), the calculated biliary clearance value 
indicating/the susceptibility of the candidate parent compound to biliary 
excretic/n; and 

(h) calculating a biliary clearance value for the metabolite of the candidate 
parent compound by subtracting (the normalized amount of the metabolite 
)f the candidate parent compound present in the lysate of the second 
culture, as measured in step (f), from the normalized amount of the 
metabolite of the candidate parent compound present in the lysate of the 
first culture, as measured in step (f)) and dividing by (the time of step (b) 
that the candidate parent compound was exposed to the hepatocytes 
multiplied by an initial concentration of the candidate compound in a buffer 
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